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Construction of a lentiviral bector gor sFat-1 gene expresson
and production of lentivirals
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Biology, Xuzhou Normal University, Xuzhou, Jiangsu 221116, China)

Abgact : In this research ,a lentiviral vector system was constructed for the expresson of sFat1,a
gene from C. briggsae encodingw-3 fatty acid desaturase. By co-trandection of plasmids PL P1,PL P2 ,and
PL P/ VSV Gwith this vector ,lentiviral particle produced 293FT cells,and the infection capacity of the
lentiviral particle was tested by NIH3T3 cell line. Results demonstrated that thislentiviral expresson sys
tem was succesd ully established ,and it could be used to produce lentiviral particle with high efficient infec-

tion capacity for sFat-1 gene delivery.
Key words: lentiviral vectors;transgene;gene expresson w-3 fatty acid desaturase gene
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1.2x10° mL ! 10 cm , ., Trizol
5mL ( ), RNA, RT-PCR sFat-1 ,
-DNA , RNA
293FT 5mL, ., CO: RT-PCR PCR :
( ddH20 20u L ,10 x PCR 2.5 L ,10 mmol/L
10 % 2 mmol/L 0.1 mmol/L 4xdNTPO.5pL ,104 mol/L (P2F) 0.5
10 mg/ L 1 mmol/L ML ,100 mol/L (P2R)0.5U L , Tag DNA
DM EM) 72 h 5 mL (5UL ) 0.5pL, 0.5uL PCR
4 3000 r/ min 15 min, 0.45um 194 4 min;9%4 30 s,58
1mL/ , - 80 30 s,72 80 s,35 ;72 10 min 4
7ZFPLV- GFP , 72
1.3.2 7ZF PLV-GFP h GFP \ ) GFP
1.3.1 , 7ZFPLV-B-
sFatl 7ZFPLV- GFP
1.4 2
NIH3T3 , 6 2.1 7ZFPLV-B-sFatl TZF
, 6 30% 50% PLV-GFP
, 2.1.1 7ZFPLV-B-sFatl
10°,10°* ,10°* 10°° ( 7ZF PLV-casain
1mL), 4 sFat-1 , 10 500 bp
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, 2 mL 3 (1
7ZFPLV-B-sFatl , 72 h
6 5 4 3 2 I M

1 7ZFPLV-B-sFatl

Smal BamH |

M.DNA Marker;1 4.4
Fig.1 Contfirmation of recombinant plasmid 7ZF PL V- IB-
sFatl by restriction analyss by double cut
with Sma and BamH
M.DNA Marker ;1 - 4. Recombinant colonies

2.1.2 7ZFPLV- GFP
pEGFP-N1 1632 bp GFP
, 7ZFPLV 7 072 bp
7ZFPLV-GFP  EcoR
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2 7ZF PLV- GFP
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Fig.2 Comfirmation of recombinant plasmid 7ZF

PL V- GFP by restriction analysis by cut with EcoR |
M.DNA Marker ;1 - 6. Recombinant colonies
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1 2 3 4 5 M
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4 7ZFPLV-B-sFatl
3 RT-PCR
203FT (100 x) 1. ( NIH3T3 cDNA PCR
A.7ZFPLV-B-sFatl :B.7ZF PLV- GFP );2 5. 10° 10°3 4 NIH3T3
Fig.3 Production lentivirus by co-trand ection 2903FT CDNA PCR M. DNA Marker
cells with lentiviral vectors and packaging plasmids(100 x) Fig.4 sFat1 gene expression detected by RT-PCR
A.7ZF PLV-B-sFat1 trans ection ater lentiviral particle(packaged with 7ZF PL V- B-
B.7ZE PL V- GEP trandection sFat1) infection of NIH3T3 cell line
2.3 1. Negative control (PCR result of cDNA extraced from norrinfected
1 NIH3T3 NIH3T3 cedls) ;2- 5. PCR result of cDNA extraced from
NIH3T3 cellsinfection with 10° - 10~ 3 seria dilutions of
! lentiviral particle;M. DNA Marker
7ZFPLV-B-sFatl RT-PCR
5 7ZF-PLV- GFP (200 x )
A D. 100 10-3 4 NIH3T3
Fig.5 GFP expresson ater lentiviral particle (7ZF PL V- GFP) infection of NIH3T3 cell line(200 x)
A - D. Green fluorescence detected from NIH3T3 cellsinfection with 10° - 10- 3 seria dilutions of lentiviral particle
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